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Abstract
Blocking the PD-1/PD-L1 pathway has emerged as a potential therapy to restore impaired
immune responses in human immunodeficiency virus (HIV)-infected individuals. Most
reports have studied the impact of the PD-L1 blockade on effector cells and neglected pos-
sible effects on regulatory T cells (Treg cells), which play an essential role in balancing
immunopathology and antiviral effector responses. The aim of this study was to define the
consequences of ex vivo PD-L1 blockade on Treg cells from HIV-infected individuals. We
observed that HIV infection led to an increase in PD-1+ and PD-L1+ Treg cells. This upregu-
lation correlated with disease progression and decreased under antiretroviral treatment.
Treg cells from viremic individuals had a particularly high PD-1 expression and impaired
proliferative capacity in comparison with Treg cells from individuals under antiretroviral
treatment. PD-L1 blockade restored the proliferative capacity of Treg cells from viremic indi-
viduals but had no effect on its suppressive capacity. Moreover, it increased the viral pro-
duction in cell cultures from viremic individuals. This increase in viral production correlated
with an increase in Treg cell percentage and a reduction in the CD4/Treg and CD8/Treg cell
ratios. In contrast to the effect of the PD-L1 blockade on Treg cells from viremic individuals,
we did not observe a significant effect on the proliferative capacity of Treg cells from individ-
uals in whom viremia was controlled (either spontaneously or by antiretroviral treatment).
However, PD-L1 blockade resulted in an increased proliferative capacity of HIV-specific-
CD8 T cells in all subjects. Taken together, our findings suggest that manipulating PD-L1 in
vivo can be expected to influence the net gain of effector function depending on the sub-
ject’s plasma viremia.
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Author Summary
HIV infection causes a progressive impairment of effector immune responses, contribut-
ing to virus persistence. The restoration of these responses is essential to achieve a drug-
free control over HIV. One strategy that could restore effector immune responses is the
relief of the inhibitory signal displayed by the PD-1/PD-L1 pathway on effector cells. How-
ever, the PD-1/PD-L1 pathway also plays a role in the biology of regulatory T cells, which
in turn suppress effector responses. Here we show that ex vivo PD-L1 blockade on periph-
eral blood mononuclear cells from HIV-infected individuals differentially increases the
proliferative capacity of regulatory- and effector- T cells depending on the subject’s plasma
viremia. Our results suggest that PD-L1 blockade will skew the effector-to-regulatory T
cell ratio in favour of effector cells only in patients in whom viremia is controlled. In
patients with uncontrolled viremia, PD-L1 blockade will not favour effector- T cells over
regulatory- T cells, and might also boost virus reactivation. Our findings support the ratio-
nale to combine a PD-L1 blockade with antiretroviral treatment to restore effector
responses in HIV-infected individuals.
Introduction
Inhibiting programmed cell death 1 (PD-1) signalling has a potential therapeutic value for
treating cancers and persistent viral infections (reviewed in [1–5]). PD-1 is a co-inhibitory
receptor that plays a major role in exhaustion, a dysfunctional state of effector cells caused by
antigen persistence [6]. Exhausted T cells present defects in effector function including
impaired proliferation, cytotoxic capacity and cytokine production. These defects can be par-
tially restored by blocking the interaction between PD-1 and its ligand programmed death
ligand-1 (PD-L1), which notably reduces viral loads in several animal infection models [7–10].
This observation has also been extended to important persistent human infections such as the
human immunodeficiency virus (HIV) infection, both in vitro [11–14] and in vivo in HIV-
infected humanized mice [15,16]. Since the HIV load is directly correlated with disease pro-
gression [17], an augmentation of antiviral immune responses by blocking the PD-1/PD-L1
pathway might help to control viral replication and slow down pathogenesis. Furthermore, it
may facilitate clearance of latently infected cells, and thus may represent a promising strategy
to reach a functional cure of HIV infection [18,19].
PD-1 and PD-L1 are expressed on several cell types including regulatory T cells (Treg cells)
[20]. Treg cells are a suppressive T cell subset mediating self-tolerance and immune homeosta-
sis (reviewed in [21,22]). During HIV-infection, Treg cells have both, beneficial and detrimen-
tal roles (reviewed in [23–25]). For example, Treg cells control excessive immune activation
that limits immunopathology and the availability of HIV target cells. On the contrary, Treg
cells contribute to the destruction of the lymphatic tissue architecture, and inhibit HIV-specific
immune responses promoting virus persistence. Therefore, any therapeutic alteration of Treg
cell numbers and function may directly influence the balance between immunopathology and
viral control.
PD-L1 blockade therapy in HIV-infected individuals is expected to affect their Treg cells.
Indeed, several roles of the PD-1/PD-L1 pathway are already described for this cell subset. For
example, PD-1/PD-L1 pathway is essential in the induction of Treg cells in the periphery [26–
28] and the maintenance of their suppressive capacity [28–33]. PD-1 is also described as a neg-
ative regulator of Treg cells in hepatitis C virus infection [34]. Likewise, in vivo blockade of
PD-L1 increased the numbers of Treg cells in the Friend virus mice model [35]. In the context
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of a HIV infection, PD-1 was found up-regulated in Treg cells compared with healthy controls
[36–38]. Nonetheless, as most reports have focused on effector cells, possible effects from
PD-L1 blockade on Treg cells have been neglected. In light of the upcoming therapeutic trials
blocking PD-L1 in HIV-infected patients, it is important to understand its consequences for
Treg cells, as they are essential players balancing immunopathology and antiviral effector
responses.
The purpose of this report was to investigate the impact of ex vivo PD-L1 blockade on Treg
cells from HIV-infected individuals. We found that PD-L1 blockade had no effect on Treg
cells’ suppressive capacity. However, PD-L1 blockade increased the proliferative capacity of
Treg cells from viremic individuals but had no significant effect on Treg cells from individuals
that control viremia. Interestingly, we found that PD-L1 blockade in peripheral blood mono-
nuclear cells (PBMC) from viremic individuals increased virus production. This increase was
related with increased Treg cell frequencies, suggesting that the inhibitory function of Treg
cells may play a role in virus expansion upon PD-L1 blockade. In contrast to the differential
effect from PD-L1 blockade on Treg cell proliferation, we observed an increase in the prolifera-
tion of effector T cells in all groups of HIV–infected individuals. Therefore, manipulating
PD-L1 in vivo is expected to influence the net gain of effector function depending on the sub-
ject’s plasma viremia.
Results
PD-1 and PD-L1 are increased on Treg cells from HIV-infected
individuals
Previous studies have shown that (i) PD-1 is overexpressed on CD4- and CD8- T cells in sev-
eral persistent infections and cancers, and (ii) that this overexpression plays a key role in the
exhausted phenotype of these cells (reviewed in [39]). To first evaluate the expression of PD-1
and its ligand PD-L1 on Treg cells from HIV-infected individuals, we used the gating strategy
of Miyara and colleagues [40]. It distinguishes between effector Treg cells (eTreg, CD4+-
CD45RA-FOXP3hi) and resting Treg cells (rTreg, CD4+CD45RA+FOXP3lo) (Figs 1, S1 and
S2). The advantage over the traditional Treg cell characterization by CD4+-
CD25hiCD127loFOXP3+ is that conventional CD4 T cells with an up-regulated CD25 and
FOXP3 expression due to the generalized, infection-related immune activation are excluded
from the analysis [41]. PBMC from HIV-infected individuals and healthy controls were iso-
lated, stained with fluorescence-labelled antibodies and characterized by flow cytometry. A sig-
nificantly higher percentage of PD-1+ Treg cells was observed for HIV-infected individuals
(8.2% ± 0.8 SEM) compared with controls (3.0% ± 0.4 SEM) (Fig 1B). This difference in PD-1
expression was due to PD-1 on effector Treg cells (13.6% ± 1.2 SEM) since very little PD-1 was
expressed on resting Treg cells (1.5% ± 0.2 SEM). These observations are concordant with pre-
vious data [36–38] and fit to the current understanding of PD-1 upregulation induced by T cell
stimulation [42]. We also found a higher percentage of PD-L1+ Treg cells for HIV-infected
individuals (6.59% ± 1.1 SEM) compared with controls (1.75% ± 0.33 SEM) (Fig 1B). However,
in contrast to the expression pattern of PD-1, an increased percentage of PD-L1+ cells was
observed for both, effector and resting Treg cells. Furthermore, the expression of PD-1 and
PD-L1 on Treg cells from HIV-infected individuals correlated positively (Fig 1C).
The differential distribution of PD-1 and PD-L1 on resting and effector Treg cells from
HIV-infected individuals and healthy controls suggested that the virus itself could induce
PD-L1 upregulation on Treg cells. To test this hypothesis, PBMC from healthy controls were
isolated and exposed to HIV-1Bal containing supernatants without additional stimuli or addi-
tional interleukin-2. As controls, we used supernatants from non-infected PBMC that have
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been cultured under similar conditions as the virus-exposed cells. While culture supernatants
from non-infected PBMC increased the frequency of PD-L1+ effector and resting Treg cells,
virus exposure dramatically augmented this effect in a dose-dependent manner (Figs 1D and
S3A). In contrast, virus exposure had no effect on PD-1 expression (Fig 1D).
To evaluate whether PD-L1 upregulation occurred without infection, we cultured PBMC
with infectious HIV-1Bal in the presence or absence of the HIV entry inhibitor T20. PD-L1
upregulation on Treg cells occurred after virus exposure even in the presence of T20 (S3B Fig).
These data are in line with previous studies that demonstrate a PD-L1 upregulation upon HIV
exposure in different cell populations including monocytes, macrophages, dendritic cells, neu-
trophils and CCR5+T cells [43–46]. In addition, we observed that the HIV-envelope protein
gp120 induced PD-L1 upregulation in Treg cells providing an extra mechanistic insight into
how HIV can induce PD-L1 (S3C Fig). When taken together, our results show an upregulation
of PD-1 and PD-L1 on Treg cells of HIV-infected individuals that may be mediated by different
routes and suggest that the Treg cell compartment is likely to be influenced by immunotherapy
targeting the PD-1/PD-L1 pathway.
Fig 1. The percentage of PD-1 and PD-L1 expressing Treg cells is increased in HIV-infected individuals. (A) A representative flow cytometry dot plot
from an HIV-infected individual with <500 CD4/μL and >2000 viral RNA copies/mL blood showing the gating of effector Treg cells (eTreg: CD4
+CD45RA-FOXP3hi) and resting Treg cells (rTreg: CD4+CD45RA+FOXP3lo) from a previously gated CD4 T cell population. Numbers indicate percentages
of each population. (B) Percentages of PD-1+ (left panel) and PD-L1+ (right panel) Treg (including eTreg and rTreg), eTreg and rTreg cell populations in HIV-
infected individuals (black circles) and healthy, uninfected controls (empty triangles). The mean ± SEM (standard error of the mean) is shown. Significant
differences were determined by a Mann-Whitney U test and indicated by asterisks (*p <0.05; **p <0.01; ***p <0.001; ns: non significant). (C) Correlation
between PD-1 expression and PD-L1 expression on Treg cells from HIV-infected individuals. The Spearman’s rank correlation coefficient (r) and the p value
(P) are indicated. (D) Expression of PD-1 (left panel) and PD-L1 (right panel) in healthy control’s PBMC exposed to HIV-1 Bal (black bars) at 0.3 multiplicity of
infection, compared with mock control (white bars). Bars represent the mean ± SEM (standard error of the mean) from 3 independent experiments with 7
different donors. Significant differences were determined byWilcoxon matched pairs test and indicated by asterisk (*p <0.05). ns, non significant.
doi:10.1371/journal.ppat.1005270.g001
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PD-1 expression on Treg cells is associated with disease progression
PD-1 expression on CD4- and CD8- T cells correlates with HIV disease progression [11,13,47].
To test whether the same is true for Treg cells, we analysed PD-1 expression on these cells from
HIV-infected individuals categorized into 4 groups according to CD4 T cell counts and viral
load (S2 Table). The highest percentage of PD-1-expressing Treg cells was found in the HIV
study group with the lowest CD4 T cell counts and highest viral loads (Fig 2B). As many as
13.6% ± 2.3 SEM of Treg cells where PD-1+ in this group whereas only 4.7% ± 0.4 SEM of Treg
cells where PD-1+ in the group of individuals under combination antiretroviral therapy
(cART). PD-1 expression on Treg cells paralleled PD-1 on total CD4-T cells but differed from
CD8-T cells (S4A Fig). Within viremic individuals, the percentage of PD-1+ CD8 T cells was
high irrespective of the CD4 T cell counts, whereas the percentage of PD-1+ Treg and PD-1
+ total CD4 T cells was higher in individuals with low CD4 T cell counts (<500 CD4/μL).
Consistently, PD-1 on Treg cells correlated positively with viral load and negatively with
CD4 T cell counts (Fig 2C). This is concordant with previous observations made for CD4 T
cells and CD8 T cells from HIV-infected patients [11,13,47] and reproduced here with individ-
uals of our study groups (S4B Fig). To further substantiate the relation between PD-1 expres-
sion on Treg cells and antigen exposure, we followed 5 patients before and after antiretroviral
treatment interruptions. Samples were collected from the same patient at 4 time-points, (1)
before starting treatment, (2) during treatment, (3) upon interruption of treatment, and (4)
after restarting treatment. As can be seen in Fig 3, the percentage of PD-1 expressing Treg cells
followed viremia and cART reduced PD-1 expression on Treg cells.
PD-1 is a negative regulator of the proliferative capacity in effector T cells. To characterize
the relationship between PD-1 expression and the proliferative capacity of Treg cells, PBMC
from individuals of the different HIV study groups were labelled with Carboxyfluorescein suc-
cinimidyl ester (CFSE), stimulated with HIV Gag peptides and analysed for proliferation by
CFSE dilution via flow cytometry. As shown in Fig 4B, the proliferative capacity of Treg cells
was strikingly impaired in non-treated individuals. It correlated positively with CD4 T cell
counts and negatively with viral loads (Fig 4C and 4D) and PD-1 expression on Treg cells prior
to stimulation (Fig 4E). These observations parallel those reported for effector T cells [11] and
suggest a negative role of PD-1 for Treg cell proliferation.
PD-L1 blockade increases the proliferative capacity of Treg cells but not
their suppressive capacity per cell
To analyse the impact of a PD-L1 blockade on the proliferative capacity of Treg cells from
HIV-infected individuals, CFSE-labelled PBMC were cultured in the presence of HIV Gag pep-
tides and PD-L1 blocking antibody or an isotype control antibody. Cell proliferation was quan-
tified by CFSE dilution via flow cytometry. A significant gain on the proliferative capacity of
Treg cells, as well as that of effector CD4- and CD8- T cells, is shown in Fig 5 as fold change in
proliferation relative to the isotype antibody control stimulations (p<0.0001). PD-L1 blockade
led to a roughly 2 fold mean increase in the percentage of proliferating Treg cells, comparable
to that of effector CD4- and CD8- T cells (Fig 5B) (p = 0.668). The range of responses was
broad. The increase in Treg cell proliferation positively correlated with the viral load of the ana-
lysed individuals (Fig 5C).
To further analyse the functional consequences that a PD-L1 blockade may have on Treg
cell function after an antigenic stimulation, we analysed the increase of Treg cells expressing
effector molecules such as CD39 and CTLA4 as well as their suppressive capacity. Upon PD-L1
blockade a slight but significant increase in the frequency of CD39- and CTLA4- expressing
Treg cells was observed relative to the control condition (p = 0.026 and 0.039, respectively) as
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Fig 2. The frequency of PD-1-expressing Treg cells correlates with markers of disease progression. (A) Representative flow cytometry dot plots
showing PD-1 gating on Treg cells (including eTreg and rTreg). One HIV-infected individual from each study group is displayed. Numbers indicate the
percentage of PD-1+ Treg cells in PD-1 stained samples (down) compared with isotype control antibodies (up). (B) PD-1 expression on Treg cells from
different HIV-infected study groups (black circles) and healthy controls (empty triangles) are shown as indicated. Each dot represents the result from one
individual. The mean ± SEM (standard error of the mean) is shown. Significant differences were determined by a Mann-Whitney U test, corrected for multiple
comparisons using Bonferroni method, and indicated by asterisks (*p <0.05; **p <0.01; ***p <0.001). (C) Correlation of PD-1 expression on Treg cells from
HIV-infected individuals with viral loads (up) and CD4 T cell counts (down), respectively. Spearman’s rank correlation coefficients (r) and p values (P) are
indicated.
doi:10.1371/journal.ppat.1005270.g002
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well as to the fold change in the percentage of Helios-expressing Treg cells (p = 0.027) (Figs 5E
and S6A). The latter is a transcription factor suggested to identify thymic Treg cells, and used
as a control. As expected, the frequency of Helios-expressing Treg cells did not increase upon
PD-L1 blockade (p = 0.862). To test the capacity of expanded Treg cells to suppress CD8 T cell
proliferation, Treg cells were isolated from PBMCs after a 6-day-culture in the presence of
PD-L1 blocking antibody or an isotype control antibody, and co-cultured with CFSE-labelled
PBMCs in the presence of anti-CD3/anti-CD28 and interleukin-2. Proliferation of CD8 T cells
was quantified by analysing CFSE profiles by flow cytometry. A dose-dependent inhibition of
CD8 T cell proliferation was observed that was not significantly different from that of isolated
Treg cells expanded under control conditions (Fig 5F). Although the in vitro study of the sup-
pressive capacity of Treg cells might not always be predictive of in vivo function, the presented
data suggest that the relief of the PD-1/PD-L1 interaction during expansion does not alter the
suppressive capacity of Treg cells on a per cell basis.
The proliferative capacity of Treg cells and CD8 T cells from HIV-
infected individuals is differentially restored by PD-L1 blockade and
depends on the plasma viremia of the host
To analyse whether the PD-L1 blockade-mediated restoration of the proliferative capacity of
Treg, CD4- and CD8- T cells as shown in Fig 5B was dependent on the HIV infection stage of
the host, the respective data points were grouped according to viremia, CD4 T cells counts and
antiretroviral treatment (patient grouping as of S2 Table). The PD-L1 blockade significantly
increased the proliferation of Treg cells from patients with high viremia irrespective of their
CD4 T cell counts (Figs 6A and S6B). Treg cells from patients that controlled viremia (either
spontaneously or by cART) showed no significant proliferation increase compared with their
isotype antibody control stimulation. In contrast, the increase of CD8 T cell proliferation medi-
ated by the PD-L1 blockade was significant with respect to the isotype antibody control for all
4 patient groups (Figs 6A and S6B). Importantly, the PD-L1 blockade affected the Treg cells
Fig 3. PD-1 expression on Treg cells follows HIV viremia. PD-1 expression on Treg cells (including eTreg and rTreg) (black bars) from 5 individuals
followed longitudinally before and after antiretroviral treatment interruptions (pre-cART, on, off, and on, respectively). Each graph represents one individual.
The dashed line represents the plasma viral load.
doi:10.1371/journal.ppat.1005270.g003
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Fig 4. Treg cells from viremic individuals show impaired proliferative capacity that correlates with PD-1 expression.CFSE-labelled PBMC from HIV-
infected individuals were stimulated with Gag peptides for 6 days. (A) Flow cytometry dot plots showing CFSE dilution of Treg cells (eTreg cells in red and
rTreg cells in black). Numbers indicate the percentage of proliferating Treg cells (including eTreg and rTreg). (B) The percentages of proliferating Treg cells
(including eTreg and rTreg) from different HIV-infected study groups are given as indicated. Each dot represents the result from one HIV-infected individual.
The mean ± SEM (standard error of the mean) is shown. Significant differences were determined by a Mann-Whitney U test, corrected for multiple
comparisons using Bonferroni method, and indicated by asterisks (**p <0.01; ***p <0.001). Panels C to E show correlations between the percentage of
PD-L1 Blockade and Regulatory T Cells in HIV
PLOS Pathogens | DOI:10.1371/journal.ppat.1005270 December 3, 2015 8 / 20
from the high viremic groups more than the respective CD8 T cells. The inverse was true in the
groups with controlled viremia.
To confirm that PD-L1 blockade differentially impacts Treg cells and CD8 T cells depend-
ing on the plasma viremia of the host, fold changes in proliferation upon PD-L1 blockade were
measured longitudinally in 7 additional individuals before and after antiretroviral treatment
(pre-cART and on-cART, respectively). As can be seen in Fig 6B, in samples from pre-cART
treatment, PD-L1 blockade increased the proliferative capacity of Treg cells by approximately 2
fold, which is comparable to that of effector CD4- and CD8- T cells. However, in samples from
the same patients after a cART period, PD-L1 blockade had no significant effect on Treg cell
proliferation. In contrast, the proliferative capacity of effector T cells was increased 2 fold upon
PD-L1 blockade comparable to that of pre-cART samples (Fig 6B). As shown in Fig 6C, PD-L1
blockade preferentially increased the proliferative capacity of effector T cells over regulatory T
cells in samples from individuals under cART treatment. Thus the net gain of T cell effector
function after PD-L1 blockade may critically depend on plasma viremia.
To analyse the consequences of the PD-L1 blockade for ex vivoHIV reactivation, superna-
tants of the above-described PBMC cultures were collected and tested for viral production by
HIV p24 antigen determination. HIV production was readily detectable in most PBMC cul-
tures from the viremic patient groups (16 from 19 samples)(Fig 7A). The blockade of PD-L1
consistently increased viral production relative to the isotype antibody control stimulations.
This increase of HIV production correlated positively with the increase in CD4 T cell prolifera-
tion (Fig 7B) and the fraction of Treg cells in the lymphocyte population (Fig 7C) but not with
the increase in Treg cell proliferation (S7 Fig). Furthermore, the increase in HIV production
correlated negatively with the fold changes of CD4 T cell/Treg cell as well as CD8 T cell/Treg
cell ratios respectively (Fig 7D and 7E). Together this suggests that the inhibitory function of
the Treg cells rather than their capacity of being an HIV target cell may play a role in virus
expansion under these conditions.
Discussion
Perhaps the most striking finding of this work is the observation that PD-L1 blockade restores
the proliferative capacity of regulatory T cells (Treg cells) from HIV-infected individuals differ-
entially depending on plasma viremia. Treg cells from viremic patients show the largest fold
increase in proliferation while the cell´s suppressive capacity is maintained. As Treg cells con-
tribute to maintain exhaustion [48,49], therapeutic interventions aiming to disrupt T cell
exhaustion by means of blocking the PD-1 signalling pathway should first reduce the HIV load
by antiretroviral drugs. Only this may guarantee the biggest possible net gain of effector T cell
function and subsequent better immunological control over HIV.
Relative to healthy controls, the frequency of PD-1-expressing Treg cells was significantly
increased in all four groups of HIV-infected individuals and correlated positively with markers
of disease progression such as virus load and reduction of CD4 T cells. With this, Treg cells fol-
low the same trend as total CD4- and CD8- T cells (S4 Fig) as previously described [11,13,47].
This is intriguing, as a coordinated up-regulation of a negative signalling receptor on both
effector T cells and suppressor T cells seems counterintuitive. However, it is consistent with the
model of dynamic co-evolution of memory and regulatory T cells at sites of infection [50,51]
and data from subsequent studies of Treg cells in chronic hepatitis C virus infection [34,52].
Accordingly, an expanding virus triggers an effector T cell response with concomitant Treg cell
proliferating Treg cells and CD4 T cell counts (C), HIV viral load (D), and PD-1 expression on Treg cells before stimulation (E), respectively. Spearman’s rank
correlation coefficients (r) and p values (P) are indicated.
doi:10.1371/journal.ppat.1005270.g004
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Fig 5. PD-L1 blockade increases Treg cell proliferation but not its suppressive capacity per cell. In panels A to E, PBMC from HIV-infected individuals
were stimulated with Gag peptides for 6 days in the presence of a PD-L1 blocking antibody or an isotype control antibody. (A) Flow cytometry histograms
from an HIV-infected individual with <500 CD4/μL and >2000 viral RNA copies/mL blood showing CFSE dilution on Treg (including eTreg and rTreg), CD4-
and CD8- T cells in presence of PD-L1 blocking antibody (black line) or isotype control antibody (grey line). In panels B, C and E, each dot represents the
result from one individual. FC (fold change) is calculated as the ratio between PD-L1 blockade conditions and isotype control conditions. The dashed line in
panels B and E (FC = 1) indicates no change due to PD-L1 blockade. The mean is shown. (B) Fold changes in the proliferation of Treg (black circles), CD4
PD-L1 Blockade and Regulatory T Cells in HIV
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(empty squares) and CD8 (empty triangles) cell populations were determined by CFSE assay. (C) Correlation between the fold change in proliferating Treg
cells and HIV viral load. (D) Representative flow cytometry dot plots showing gating of CD39, CTLA4 and Helios on Treg cells for one individual (eTreg cells
in red and rTreg cells in black). Numbers indicate the frequencies of CD39, CTLA4 or Helios expressing Treg cells (including eTreg and rTreg). (E) Fold
change in the frequencies of CD39, CTLA4 or Helios expressing Treg cells. (F) PBMC from HIV-infected individuals were stimulated with Gag peptides in the
presence of a PD-L1 blocking antibody or an isotype control antibody, after 6 days Treg cells were isolated and co-cultured with CFSE-labelled-PBMC at
different PBMC-to-Treg cell ratios. The percentage of inhibition of CD8 proliferation after anti-CD3/anti-CD28 T cell stimulation is shown as a function of
different PBMC-to-Treg cell ratios. Black dots connected with a solid line correspond to suppression assays performed with Treg cells from PD-L1 blockade
conditions whereas empty dots connected with a dashed line correspond to suppression assays performed with Treg cells from isotype control conditions.
Mean and SEM from 4 independent experiments are indicated.
doi:10.1371/journal.ppat.1005270.g005
Fig 6. PD-L1 blockade differentially increases Treg and CD8 T cell proliferative capacity depending on host viremia. PBMC from HIV-infected
individuals were stimulated with Gag peptides for 6 days in the presence of a PD-L1 blocking antibody or an isotype control antibody. Proliferation was
determined by CFSE dilution (A) and alternatively by Ki67 staining (B and C). FC (fold change) in proliferation is calculated as the ratio between PD-L1
blockade conditions and isotype control conditions. Each symbol represents the result for one individual. In panels A and B, the dashed line (FC = 1)
indicates no change due to PD-L1 blockade. The means of fold changes in proliferation are shown. (A) Given are the fold changes in the proliferation of Treg
(including eTreg and rTreg) (black circles), CD4- (empty squares) and CD8- (empty triangles) T cell populations of different HIV-infected study groups as
indicated. Significant differences in fold change of proliferation of Treg, CD4- and CD8- T cells among the 4 HIV study groups were determined using the
Kruskal-Wallis test. Significant differences were found in the fold change of proliferation of Treg cells across the 4 HIV- study groups (*p <0.05) but not of
CD4- and CD8- T cells. (B) Fold changes in proliferation of Treg, CD4- and CD8- T cell populations upon PD-L1 blockade were measured longitudinally in 7
individuals before and after >2 years of antiretroviral treatment (pre-cART and on-cART, respectively). Significant differences in fold change of proliferation
between Treg, CD4- and CD8- T cells were determined by aWilcoxon matched pairs test (*p <0.05; ns: non significant). (C) Ratio of the FC in proliferation of
CD8 T cells and the FC in proliferation of Treg cells upon PD-L1 blockade. The dashed line (FC = 1) indicates the same FC in proliferation for CD8 T and Treg
cells upon PD-L1 blockade. Significant differences between the ratios before and after antiretroviral treatment were determined byWilcoxon matched pairs
test (*p <0.05).
doi:10.1371/journal.ppat.1005270.g006
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generation. The killing of infected cells by effector T cells then promotes tissue injury. This is
dampened via PD-1 signalling on effector cells as well as expanding Treg cells. To limit exag-
gerated suppression and maintain homeostasis, Treg cell expansion is also controlled by PD-1
on Treg cells. While the data from our cross-sectional study do not enable the analysis of the
temporal appearance of the PD-1-expressing T cell subsets in the HIV-infected individuals
studied, they are concordant with this model of an antigen-driven coordinated response in
order to balance (i) virus reduction by effector T cells and (ii) reduction of immunopathology
by Treg cells with (iii) maintenance of the adaptability of T cell responses to subsequent viral
bursts.
The direct correlation of PD-1 on Treg cells with patient’s viral load is consistent with the
idea that persistent antigen exposure is a main trigger of PD-1 expression. However, exposure
of PBMCs to HIV under non-stimulating conditions did not induce PD-1 on effector or on
resting Treg cells significantly thus suggesting that additional activation signals are required.
Interestingly, this exposure to HIV was sufficient to massively up-regulate PD-L1 on both
eTreg and rTreg cells in a virus dose-dependent manner. As PD-L1 can participate in Treg cell
induction [26–28] as well as PD-1-mediated suppression [29,30,32], the role of both Treg cell
states in virus sensing and subsequent signal conversion merits further investigation.
Upon PD-L1 blockade, the fold change of Treg cell proliferation was the highest in viremic
individuals and correlated with viral loads. However the fold change of Treg cell proliferation
was not significantly correlated with PD-1 expression itself although PD-1 expression was cor-
related to viral loads. Thus there might be additional factors that have participated in the
observed gain in proliferation. One good candidate for this is IL-2 that is produced upon T cell
Fig 7. Virus reactivation upon PD-L1 blockade is related to increased percentage of Treg cells. (A) PBMCs were stimulated with Gag peptides in the
presence of a PD-L1 blocking antibody or an isotype control antibody. After 4 days in culture, supernatants were harvest to quantify the p24 HIV core antigen
by ELISA. The dashed line indicates the ELISA cut-off. Significant differences were determined by aWilcoxon matched pairs test (*p <0.05; **p <0.01). Ild:
inferior to the limit of detection. Panels B to E show correlations between fold change (FC) in p24 and fold change in percentage of proliferating CD4 T cells
(B), percentage of Treg cells (including eTreg and rTreg) (C), fold change in the CD4 T cell to Treg cell (CD4/Treg) percentage ratio (D), and fold change in
the CD8 T cell to Treg cell (CD8/Treg) percentage ratio (E); respectively. Spearman’s rank correlation coefficients (r) and p values (P) are indicated.
doi:10.1371/journal.ppat.1005270.g007
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stimulation but may have been limiting with increasing PD-1 expression and negative signal-
ling on CD4 T cells, the main IL-2 producers. Consistent with this are previous observations
that (i) the PD-1/PD-L1 pathway negatively regulates Treg cell proliferation by inhibiting the
IL-2 signalling cascade [34] and (ii) exogenous IL-2 can overcome PD-1/PD-L1-mediated inhi-
bition of proliferation [53].
The PD-L1 blockade of PBMC from viremic HIV-infected individuals under stimulating
conditions commonly led to increased reactivation of HIV ex vivo. The observed correlations
between the fold change in virus p24 with the fold change in proliferating CD4 T cells, the per-
centage of Treg cells as well as the negative correlations with the fold changes of CD4 and CD8
to Treg cell ratios respectively, may indicate that an increase of Treg cells in relation to CD8 T
cells promotes virus expansion. These observations are compatible with the characteristics of
HIV biology and stress the importance of applying antiviral treatment in addition to the
PD-L1 blockade therapy.
In summary, this ex-vivo study of Treg cell behaviour from different HIV-infected patient
groups demonstrates (i) an up-regulation of PD-1 and PD-L1 that correlates with markers of
disease progression and (ii) a differential and plasma viremia-dependent gain of Treg cell pro-
liferation and overall suppressive function upon PD-L1 blockade. This has direct consequences
for patient selection to enter clinical trials targeting the PD-1/PD-L1 signalling pathway and
treatment modalities. While the translation of our results to HIV infection in vivo is complex,
and many aspects about the weight of the possible PD-1/PD-L1 roles for HIV expansion at dif-
ferent anatomical sites are not completely defined, the upcoming clinical trials will definitely
increase our knowledge on Treg cell biology and provide a clear picture on the pros and cons
of immune checkpoint modification in HIV infection.
Materials and Methods
Human subjects and PBMC isolation
Blood was obtained from healthy, HIV-uninfected volunteers and HIV-infected individuals at
the Hospital Clinic and the Hospital del Mar, both in Barcelona, Spain. HIV-infected individuals
were categorized into 4 groups: (1) fewer than 500 CD4/μL and more than 2000 RNA copies/mL
blood; (2) more than 500 CD4/μL and more than 2000 RNA copies/mL blood; (3) more than
500 CD4/μL and fewer than 2000 RNA copies/mL blood; (4) HIV-infected patients under suc-
cessful antiretroviral treatment (cART) for at least 2 years with more than 500 CD4/μL blood
and viral loads below the limit of detection (40 RNA copies/mL blood). HIV-infected individuals
from the cross-sectional study with the exception of the cART group were naïve to antiretroviral
therapy at the time of testing and were not in the primary infection phase (S1 and S2 Tables). In
addition, we studied two subgroups of patients longitudinally. A group of 5 individuals were fol-
lowed before starting cART, during cART, upon interruption of cART, and after restarting
cART (S3 Table, group A). A second group of 7 individuals were followed before cART and after
2 years receiving cART (S3 Table, group B). Peripheral blood mononuclear cells (PBMC) were
isolated by Ficoll density centrifugation (Invitrogen) and frozen for subsequent analyses.
Ethics statement
Ethical committee approval and written informed consent from all subjects, in accordance
with the Declaration of Helsinki, were obtained prior to study initiation. The study was
approved by the institutions’ ethical committees: CEIC- Parc de Salut Mar, Barcelona, Spain
(Protocol approval number: 2013/5422/I) and Comitè étic d'investigació clínica, Hospital
Clinic, Barcelona, Spain (Protocol approval numbers: 2013/8671 and 2008/4575 amendment
version 1.0 from 13/03/2013).
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Flow cytometry
PBMC were stained with the Live/Dead fixable violet dye (Invitrogen) and the following fluo-
rochrome-labelled monoclonal antibodies: CD3-BV605 (clone SK7), CD3-PerCPCy5.5 (clone
SK7), CD4-PECy7 (clone SK4), CD4-APCCy7 (clone SK3), CD8-PE (clone RPA-T8),
CD8-APCCy7 (clone SK1), CD25-APCH7 (clone M-A251), CD127-PE (clone HIL-7R-M21),
CD45RA-FITC (clone HI100), CD45RA-PerCPCy5.5 (clone HI100), CD45RA-eFluor605
(eBioscience, clone HI100), PD-1-PerCPCy5.5 (clone EH12.1), PD-L1-PE (clone MIH1),
CD39-PECy7 (eBioscience, clone eBiosA1) and CTLA4-PE (clone BNI3), FOXP3-Alexa647
(clone 259D/C7), Helios-PerCPCy5.5 (clone 22F6) and Ki67-PE (clone B56). For intracellular
detection of FOXP3, Helios and Ki67, cells were fixed and permeabilized using the FOXP3
staining kit (eBioscience) according to manufacturer’s instructions. All antibodies were from
BD Biosciences unless otherwise stated.
Flow cytometry data were collected on a LSR Fortessa (BD biosciences) and analysed with
Flow Jo software (Tree Star). Panels containing the corresponding isotype controls were col-
lected to set PD-1, PD-L1, CTLA4 and Ki-67 gates. Treg cells were identified as a joint popula-
tion of effector Treg cells (CD4+CD45RA-FOXP3hi) (eTreg) and resting Treg cells
(CD4+CD45RA+FOXP3lo) (rTreg), in which the cut offs for FOXP3 were set manually in rela-
tion to CD45RA expression as previously described [40] (Figs 1 and S1A).
To verify that the CD4+CD45RA+FOXP3lo & CD4+CD45RA-FOXP3hi cell populations
define Treg cells after a 6-day culture, both rTreg cells (CD4+ CD127lo CD25+ CD45RA+)
and conventional CD4 T cells (CD4+ CD127+ CD25-) were isolated from HIV-infected indi-
viduals by flow cytometry, labelled with CFSE and cultured in the presence of autologous, unla-
belled PBMC and Gag peptides as described below. For this, PBMC samples were enriched for
CD4 T cells using magnetic beads (Miltenyi Biotec) and sorted by an ARIA SORP (BD biosci-
ences) (S1B Fig).
PBMC exposure to HIV
HIV-1Bal was obtained from the Centre for AIDS Reagents NIBSC (repository reference:
ARP118) and propagated in PHA-stimulated PBMC in RPMI-1640 media (Gibco) supple-
mented with 20% FBS (Sigma), 1% penicillin/ streptomycin (Gibco) and 10U/mL rhIL-2 (R&D
Systems) for 7 days. Supernatants were collected, titrated on TZM-bl cells and frozen at -80°C
until use. Supernatants from non-infected PBMC cultured under identical conditions were col-
lected as mock control.
PBMC from healthy controls were cultured in the presence of HIV-1Bal (or mock) at a mul-
tiplicity of infection (MOI) of 0.3 and 0.03. To discard that PD-L1 upregulation requires HIV
infection, PBMC were infected at MOI 0.3 in the presence or absence of 5 μMT20 HIV entry
inhibitor. In parallel, PBMC were also cultured with HIV-1 Bal gp120 (NIH reagent program
catalogue number 4961) at 0.01ng/mL and 1ng/mL. After 4 hours, HIV-exposed cells were
washed twice while gp120-exposed cells were left as such. 0.5106 PBMC/well were cultured in
48-well plates in RPMI-1640 media (Gibco) supplemented with 10% FBS (Sigma), 1% penicil-
lin/ streptomycin (Gibco). After 3 days, cells were harvested and stained to analyse PD-1 and
PD-L1 expression on Treg cells by flow cytometry.
The efficacy of HIV-1Bal inhibition by T20 treatment was controlled by stimulating the
virus-exposed cells from above with 5μg/ml PHA at day 3 and culturing them for further 7
days. The presence or absence of virus production was determined by a p24 HIV core antigen
ELISA kit (Innogenetics). T20 treatment completely blocked HIV-1Bal infection under these
conditions.
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Cell culture and proliferation assay
2106 PBMC/well were cultured in 24-well plates in RPMI-1640 media (Gibco) supplemented
with 10% FBS (Sigma), 1% penicillin/ streptomycin (Gibco) and 1μg/mL anti-CD28 and anti-
CD49d antibodies. Cells were either left unstimulated or incubated with 1μg/mL Gag pool of
overlapping peptides (Gag peptides; NIH reagent program catalogue number 8117 and 8118,
in part kindly provided by Anja Germann and Hagen von Briesen, Fraunhofer IBMT, Ger-
many) plus 5μg/mL anti-PD-L1 blocking or isotype control antibodies (eBioscience).
For proliferation assays, PBMC were stained with Carboxyfluorescein succinimidyl ester
(CFSE) (Invitrogen) as described in (Quah et al., Nature Protocols, 2007). After 6-day-culture
cells were harvested and stained to analyse proliferation of Treg, CD4- and CD8- T cell subsets.
Alternatively, to analyse proliferation after a 6-day culture in longitudinal samples for which
cell numbers were limited, non-CFSE stained PBMC were cultured as previously described,
and stained with Ki67 or isotype control antibodies. Fold change in proliferation (FC prolifera-
tion) was calculated as a ratio of proliferation under PD-L1 blockade condition divided by pro-
liferation under control condition.
In vitro suppression assay for functional assessment of regulatory T cells
PBMC were stimulated with Gag peptides in the presence of anti-PD-L1 blocking antibody or
isotype control antibody as described above. After 6-day culture, Treg cells where isolated by
magnetic beads using the CD4+CD25+CD127dim/- regulatory T cell isolation kit II (Mitenyi
Biotec; Treg cell purity shown in S5 Fig). Purified Treg cells were co-cultured with 50.000
CFSE-labelled PBMC at different ratios and stimulated with 0.5μg/mL anti-CD3 and 1μg/mL
anti-CD28 antibodies. Cells were cultured in 96-U bottom well plates (Greiner bio-one) in
RPMI-1640 media (Gibco) supplemented with 10% FBS (Sigma), 1% penicillin/ streptomycin
(Gibco), 50U/mL rhIL-2 (R&D Systems) and 1mM sodium pyruvate (Sigma). After a 3-day-
culture, cells were harvested and stained to analyse proliferation of CD8 T cells. The Treg cell
suppressive capacity was determined by the percentage of inhibition of CD8 proliferation, cal-
culated as: [(CD8 proliferation − CD8 proliferation in presence of Treg cells) / CD8 prolifera-
tion] x 100.
ELISA
Culture supernatants after a 4-day culture in the presence of Gag peptides and anti-PD-L1
blocking or isotype control antibodies (as described in previous section “Cell culture and prolif-
eration assay”) were collected for p24 HIV core antigen quantification by an ELISA kit
(Innogenetics).
Statistical analysis
Comparisons between two groups were performed using Mann-Whitney U test, between more
than two groups using Kruskal-Wallis test and within the same patient using Wilcoxon
matched pairs test. Bonferroni correction was applied to adjust significance for multiple com-
parisons. Correlation coefficients (r) were calculated using the Spearman rank correlation test.
Categorical variables between study groups were compared using Chi-squared and Fisher’s
exact test.
Statistical analyses were performed using GraphPad Prism 5.0 (San Diego, CA, USA) and
SPSS 15.0 statistical software (Chicago, IL, USA). p-values (P) below 0.05 were considered sig-
nificant and were indicated by asterisks:  p<0.05;  p<0.01;  p<0.001. Non-significant dif-
ferences were indicated as “ns”.
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Accession numbers
Accession numbers in Uniprot database for proteins mentioned in the text are: PD-1
(Q15116), PD-L1 (Q9NZQ7), CD3 (P07766), CD4 (P01730), CD8 (P01732), CD25 (P01589),
CD45RA (P08575), FOXP3 (Q9BZS1), CD127 (P16871), CD39 (P49961), CTLA4 (P16410),
Helios (Q9UKS7), Ki67 (P46013), Gag (Q73367), IL-2 (P60568), CD28 (P10747) and CD49d
(P13612).
Supporting Information
S1 Table. Comparison of demographic characteristics of HIV-infected individuals and
healthy controls used in Fig 1.
(PDF)
S2 Table. Characteristics of HIV-infected individuals.
(PDF)
S3 Table. Viral loads and CD4 T cell counts from HIV-infected individuals studied longitu-
dinally.
(PDF)
S1 Fig. Gating strategy for regulatory T cells. (A) Representative gating of resting Treg and
effector Treg cells. (B) Verification of Treg cell gating strategy after 6-day stimulation with Gag
peptides. rTreg cells and conventional CD4 T cells were sorted via CD4+CD127-CD25+-
CD45RA+ and CD4+CD127+CD25- markers respectively. Then cells were labelled with CFSE
and cultured in the presence of non-labelled, autologous PBMC in a ratio of 1:30, and stimu-
lated with Gag peptides. CFSE-labelled cells were analysed after 6-day stimulation. Dot plots
showing the gating of rTreg and eTreg cells (left) and proliferation of CFSE-labelled cells
(right) from one representative example of 2 donors.
(TIF)
S2 Fig. Absolute numbers and percentages of regulatory T cells. Given are total as well as
effector and resting Treg cell counts/μL blood (up) and percentages from CD4 T cells (down)
from different HIV-infected study groups as indicated. The absolute numbers were calculated
from the percentage of regulatory T cells among the CD4 T cells and the CD4 T cell counts for
each HIV-infected individual. The mean ± SEM (standard error of the mean) is shown.
(TIF)
S3 Fig. HIV exposure induces PD-L1 on Treg cells. Shown are the percentages of PD-L1
expression on Treg cells for different conditions and individuals. Each graph represents one
individual. (A) PBMC from 3 healthy controls exposed to HIV-1 Bal at 0.03 and 0.3 (black
bars) multiplicity of infection, compared with mock controls (white bars). (B) PBMC from 3
healthy controls exposed to HIV-1 Bal at 0.3 multiplicity of infection in the absence (black
bars) or in the presence (stripped bars) of the HIV entry inhibitor T20. (C) PBMC from 3
healthy controls exposed to HIV gp120 at 2 different concentrations.
(TIF)
S4 Fig. PD-1 expression on CD4- and CD8- T cells. (A) Percentages of PD-1-expressing
CD4- and CD8- T cells from HIV-infected individuals (black circles) and healthy controls
(empty triangles) are shown. The mean ± SEM (standard error of the mean) is shown. Signifi-
cant differences were determined by a Mann-Whitney U test, corrected for multiple compari-
sons using the Bonferroni method, and indicated by asterisks (p<0.05; p<0.01). (B)
Correlations of PD-1 expression on CD4- and CD8- T cells with viral loads and CD4 T cell
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counts are shown, respectively. Each dot represents the result from one individual. Spearman’s
rank correlation coefficients (r) and p values (P) are given for each correlation.
(TIF)
S5 Fig. Purity of isolated Treg cells. Purity of isolated Treg cells used for the suppressive
assays as shown in Fig 5F. There were no significant differences in the purity of the Treg cells
expanded under control conditions or PD-L1 blockade conditions. (A) A representative flow
cytometry dot plot showing the percentage of rTreg, eTreg and CD45RA-FOXP3lo T cells
before (left) and after (right) isolating Treg cells with a commercial kit for CD4+-
CD25hiCD127lo cell isolation. Purity of Treg cells after isolation from the control culture
(upper right) and the PD-L1 blockade culture (lower right) is shown. (B) Raw data of contami-
nating CD45RA-FOXP3lo T cells for the Treg cell isolations used to determine the Treg cell
suppressive capacity as shown in Fig 5F.
(TIF)
S6 Fig. Impact of PD-L1 blockade for Treg, CD4- and CD8- T cells. This figure is another
representation of the data of Figs 5E and 6A (differences rather than ratios are shown). PBMC
from HIV-infected individuals were stimulated with Gag peptides for 6 days in the presence of
a PD-L1 blocking antibody or an isotype control antibody. Significant differences between
PD-L1 blockade and isotype control conditions were determined by a Wilcoxon matched pairs
test (p<0.05; p<0.01; p<0.001; ns: non significant). (A) Percentages of CD39, CTLA4
and Helios on Treg cells are shown. (B) Percentages of proliferating Treg cells, CD4- and CD8-
T cells determined by CFSE dilution are shown.
(TIF)
S7 Fig. Lack of correlation between FC in p24 and FC in percentage of proliferating Treg
cells. PBMCs were stimulated with Gag peptides in the presence of a PD-L1 blocking antibody
or an isotype control antibody. After 4 days in culture, supernatants were harvest to quantify
the p24 HIV core antigen by ELISA. Correlation between fold change in p24 and fold change
in percentage of proliferating Treg cells cells is shown. Spearman’s rank correlation coefficient
(r) and p value (P) are indicated.
(TIF)
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